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mm*) mmm 

t>m A^nxv^. m&m 1 mm&z y/wnftm^v * 
[»^^3] ?u--ytr%nGL$.rz.&uw* yn$ 

[8t#3g5] XK — y--m%&mWi>\ 'J>&< h^Leu-Val-His-Gly-Lys- 

mm'*?*-. 

[ff*^ 8 ] ^JBt «Tfg$[^@e#Jjb\ < il %As P -Asp-Asp-Asp-Lys& £ 

a 

1 miiE#^ 11-3089647 



10 — 331515 



Wio] &&i/tf±fr&mm9mfi. igGU) i/^ttiih'; 

o 

[it^^i i] Tagmmmpitftfv hx^^t&s, t^i-io® 

o 

[if 3^1 4] 3©v*t^TifrffilB©*>^*Jt»^**- 

[ff^l 6] »#flHSS^ift?Ll&^Ml?«)-5^3gl 5|B«0D^^JBS 

o 
o 

[ff^2 0] ff#3gl~l 8©v^-rti^SH«©^>A^®#8^^^^~ 

cd r s j wmn & &ttmm a. * > a * sc„ 

& # > A ^ K«f» CD T agfc J: tf/ £ t=. lim fc? h - ~? &fg»T?t* -5 ICfiH* $ -frT 

2 ffifl#¥ 11-3089647 
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! 



[»M2 4] f»^2 2 ££:tt2 3 SE«tf>;£i£lC <fc o T#£>*lfc. gift 

[^©feiw&M] 

[0 0 0 1] 

a * 5t & -r 5 r i: #-e £ s # >/>° ? scsn^ * # - ic m~t z> %<D-e& o 
^m^>/\'^^$:«$g©^^^i^x.ii6^^>>'\ o ^g©^T^^$i±, hub* 

£ £ ^ 1" t) <D T? %> 2> „ 
[0 0 0 2] 

«2L iS^teffi&^S^^-tfBBIfcSJri (#H^1 0- 1 7 9 1 6 9^^ 

o 



£BiE4f ¥ 11-3089647 
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[0 0 0 3] 

£tfT~%z>t>\ $&mztit=.mm*>rt>nt mm ft ic ^ a# tit n^-r & »£■ # 

[0 0 0 4] 
[0 0 0 5] 

!4i:bTM*3lliS:ffb, A^atfn J: yte£&«Sfis3 

IC^rT&r £ICJ: y, ±mm*>rt9'R<Dllb2 5%PA±^V^\^uy^yA 
^Wf^Stlfcdil^tf e>'*lS. fit, y^a-jD^-fM-fiMMI 

(a) i*«*wt#R©3fcJ3i*#W^ ; (b) 3S*8S*>/t*Ri:EI»©5/^:*- 
;u*t3^©»»H3,fctf>f y buy<D&3kmtfmz.2> ; (c) B^M^T*^ 

[0 0 0 6] 

[*fciS##& b «fc e> i: -T &ISM] 

4 ffi5E#¥l 1-3089647 



10 — 331515 

•&m&fflm j pmmMMT*m.£.2 nx v^ 0 jz&mz. mn<D$mz. * ynv h 

* * - © H§|§ # $t &> *i T V* & o 
[0 0 0 7] 

l ^isix. # y a ? noymm zmmz-r z> z. n <d 2 #® ^ e> 7 ^ u $ ti 

- 1 7 9 1 6 9#^M#{Cg§^$tLfe=fo©^*>D. 

£ L/Tli, IA«t^fi;>Tag/<i?^- (Invitrogenftjg) # 

[0 0 0 8] 

mmmzftm l tcm&z. * y* v no^mm^mmzno z. n&x%z>*j<Dt: v 

T, pSecTag/<^^- (Invitrogenfrtg) #rf?fl££*iT V>£ 0 Z. CD K * # - tt, 
fc:x^>Tag£:-£;t LTV^o ZIGD^^-W:. glft#>>^? 

[0 0 0 9] 

5^^!?-i:tT, pFastBAC HTb/<? (GIBC0*±§g) #rt?)R£ tlT V^„ 3 
CD^?#-tt, Sm*H5S?:?§±i: U H X ^ ^ > T ag«&5!?!U t:x^>»Tag 

5 mSE#^ 1 1-3089647 



10—33 1515 



[0 0 10] 

lft£©|ig{Cii&V^g8K«*&y, Zl^l^N^MI (N-end rule) iH^^tiTfe 
[0 0 11] 

[0 0 12] 

6 ittf£«F¥ 11-3089647 
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[0 0 13] 

% (l) #ifcS/^-*-;i/«BfcBB#li:, ^©3'TMUc (2) Ta g ^BH^j % (3 

4*) B«r* wt^K&u- K*S«BftBJm**A** 3 

dCDJEJ^tcftoT, ^tf*>©T*>*o fcfc* itife (1) — (4) * 
fctt (4') <B&£«MB3flJ<DtHfc&&v*tt|fflfc:. ££>lc. acfcTh-^&a-K 

-r -5 «mj#j<*> * ^-it- ib^fj & 3 - k -t z> &wmne> x t> tt&n&Mwm & si 

[0 0 14] 

K"r<S«lfcffi?»J&$83IU ^ti^^mM^tc^f^ 3 
fc#T?£* Kit) tot, li^lWKitt, 

[0 0 15] 

„ COSM, BHK»R Veroffiffi > ^ID-7||^ H E K 2 9 3 ^fflfig, 
HeLaife, J urkat^ffl^ V?:*L*HJfi, 7-?^C12 7«, ?O^FM3 

a*uj&, wxm&wm&. it^mm. wt-gmm. S2iwi&, sf9*Bfl&, sf2 

IBM. High Five fflJ&^&38ftbTteJS3*lS. * fc, Wi^H 

nit **a**<«Msn»s. 

[0 0 16] 

7 1 1-3089647 
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^b^^Bmx.®6-^^>^^S^e>, gift* >A*»£zi- K-r««KS^9K:S 
[0 0 17] 

tT h-:7&'g'A»*enS : fc<Z> ,, ??&oT% J: V^L, *S V»ttTagi#rjj&i | C:i:fcf h— 

Rtcfc^fcflLBi tic j; lli^>;^fjf s^t^S 

o 

[0 0 18] 

M©N^sgic i5~6 ommmor $ ; mmmfrt>mz>$-mzm j 3--tz>'<-7?- f 

[0 0 19] 

8 ffil£#¥ 11-3089647 
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I 



& b , +n#g»-e oc> -r- □ ^ 4f - * u < t± h u y */ > e # jc j: y Kfe^jK 

[0 0 2 0] 

n £ & -T *M ft I'M U # > A ? M Z ffimft ic 

as $ 4xt v % & Mfflmm ;i> © c 3^ tc «j wii»&^#«E 

. MB^'J##i 9 icfettsy^ i~2 3t^thuyj/>^yt;i/T^s 

. SEBB#I©C*3B (7^;i#^19~2 3) iCte. Asp-Asp-Asp-As P -Lys^# 
[0 0 2 1] 

LTfaffiLT%«fcv> 0 ^s/f^tt* jg^tcj: yarns 

£ifc^y^;i/©jyfcM£: bt, igG U) */jrt;b*feiihij^»*/^t^ 

X. (Drosophila) OBiP, ^y/^tf) j*U^-> (melittin) , • A°>^ b 

9 £BliE4t¥ 11-3089647 



10-331515 



V X. (Pichia pastoris) ©a-factor, P H 0^£#l:f & 3 t. 

1 8£fc&l~2 3m^*lT#iJE&$;ft5&©T*&oT*>J:Vx., JgtC, 

[0 0 2 2] 

te> TagSB^rj^n- KtSi^J&f 9. rTagie?rjj ^ @lft#:/>^«£ 

jstnvmm. mm&&zfmmzmM>iz-?z>t&izm&ti&<DT*2b2>. &ot, 

[0 0 2 3] 

z>z.£tfT*&z>Bm*:ftmz-&z>z\tizi:v, itx.^ > w*&m. mm-t 

[0 0 24] 

Tagmmm&KDMfaMtlsTlt. &V\iZ>m> (PHIS) , ^*b<«6 

A^S^^^^-Sr^VNT, PHI S£=r- Kt-£&g£@S?rj£$s^£i*£^ 
*®&lir*>/\ 0 ^tfnck):. Tagffi^!li:btPHIS^#fttS 0 PHI Sli, ffl 
y>5r;i/^r l/-r--f yifWm (ProBond (ffiW ) fCj: *J £ *u pH^M 

1 0 11-3089647 
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[0 0 2 5] 

ffi©M£LT, #7l/*^>*-> S (GST) £TagSB#J£L 

t^SU GSTSBItSii:*TI*^?f*>'fe77n-74 B#^2* 

[0 0 2 6] 

H(Cf&<Z>#l£ IT, */I/=E^iU>Jie^^K (CBP) £TaggE#i£LT 
<^T 7 "7 -f -5^ DV h^57-f -&f?V\ ^©^E GT A£#nx.<5 3£fC 

<fc y Mm ists^tms. 

[0 0 2 7] 

35lCfffi©#|£: IT, zTUT-^y A 2c Tagjfg^iJi; LT^V>, :/n^-f>A£fg 
itfiii^tilgG t770-^ 6FF^7A&^lfc77^-T'f 

[0 0 2 8] 

■€■ ©±^ttifi 33 £ Of/ * 7c liT^ttia 33 <fc tf/ * 7c l*& H» T?9J Wf S £ t. ft T?£ 
[0 0 2 9] 

JiJAsp-Asp-Asp-Asp-Lysfcn- K"f *=R»SB^J (SStT^ yiffi?!ltti>fn* 

; 7^ ^KBB^JLen-Val-Pro-Arg-Gly-Ser&n- KfSSMftBB^J ( 

1 1 ffiIE4# ¥ 11-3089647 
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&z.n&*>^?ntfV]m2nz>) jmmm ne-Giu-Giy-Arg^n- f 
t^mmmn (^mr^jmmmtxm^-iz^^xmM^^ ^<Dc^m^ 

IZ V \ X , # > A ? Mifi-W m 2 tl €> ) ; T ^ 7 $?gE?UG 1 u-Asn-Leu-Ty 

r-Phe-GlnS:3- F-r^^M^J (^t£7 ^ J ^S2? r JttT E V (Tabbaco Etch Vir 

[0 0 3 0] 

wm^mmmmmt, &&*/trmmmm* T*g&mmms. return 

[0 0 3 1 ] 

# > A * jgf £ n - F ^ £ @E8Se?0 * « S WzmWtm&} Z m A-T S 
- n > & # > * f| £ zi - Fi" £ $4xT<fc v» 0 

[0 0 3 2] 

*aK->^**-«:V^^S:J§V%T% J:V^ it±*nffiic»#'rs %>© &;a v** 
0#*5F*bV\, 7tyi7 3j?->^^-i:H *HJ6#!T-S'^pSecTag2 A, pS 
ecTag2B, pFastB AC 1 MMWt &5 * # # - . 

I nvitrogen^fcJgcDpB AD/His, pRSETA, pcD N A 
2. 1, pTrcHis2A. pYES2, pBlueBac4. 5, pcDNA3. 1 & 
pSecTag2, Novagen^fcggOpE T£><fc£J f pB AC, P romega*±$g<0 P G EM. S 
tratagene^t^c^pB luescriptll, F armacia£t§g(E>pG E X33 <fc tFpU C 1 8/1 
9, C lontech£fcfgg<£>pR T E, pE B F P £ J: tfpG A D GH^, 

1 2 ffiliE4#¥ 11-3089647 




[0 0 3 3] 

^-ES^^CDSr^fflLT^^U 5 «fc 3 ICjgJ^ ft flu, 

CMV, HSV TK, SV40, R S V, trc, BAD, T R E /ninCMV, 
5 ' LTR, GAL 1, AOX1, lac, ADH 1, Polyhedrin, Metal lothion 
ein, Actin 5C gene& £ £^JEi"-5 Zl £ £>, 
[0 0 3 4 ] 

SH^JiSit^S^^^A^^V^-rtlil^M^^T^ </»BJ^J (il^ 1 — 5 Ofi$g 

r ^ # -e^ & ms& m&m n i> x <d nm & m t=. -t <d t*$> %> . 

[0 0 3 5] 

nSP^©C^^fC^^LTT^7 ^®#rjLeu-Va 1-H i s-G 1 y-Lys-Leu £ * ^ - ^ - 
[0 0 3 6] 

ffl»AHI^4f >^^«tfilC#^-r«B J:^JC»3SS«fc»-^ % i«:nif ^-^ , ic;*f 
-f sfciftSrMv^^tcj: K<Dftmifi&iwe&* 

1 3 mH#¥ 11-3089647 
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IS. ^¥b-7£ bTM$iil)^t^T^5MtLT, Xpress, ^;frl/K3f 
(Thioredoxin) % c-myc, V5, H A/c-myc^£#lf § * £#"T?#.g> 0 
[0 0 3 7] 

. fflXlZV sK>KU7^>&U DEAE-^*X h^>&, !)*7i^ 
[0 0 3 8] 

< ? * - tc J: o Xl&'MMM £ ft fc*g£*WIS, «t S#f*ME#H&£*W]fi ^ttti 

^ft^is**. ft*. 

[0 0 3 9] 

j^tic mmmzmtfx*mw<DMftm%mmmnzmm-tz> 0 fe^u js*t 

©I&t3BtCfcV'>T, I gGk leader I gGOM signal £ m^mX$>Z> £MM 
$tlT<tVA 0 Trypsin signal^ fftJCj6ftbTDDDDK*«#ftt5 

SIDDDD K^-^ftT Trypsin signal £ Pf^*^ (BB^J## 1 9iCfe 
^§T5 y^##l~2 3 ©BB#I) =fcfcfttf, £8EDDDDK&-£«>ftCTryps 
in signal £ (BB#I## 1 9 lC;J3tt£ 7 3 ^ 1 ~ 1 8 ©@B#J) =fo 

fc£U HI, 3feJ;t>*5lC^-tTrypsin signals IB#J#-i§- 
1907UiS#l~l 8tfe5 t IgGK signal Trypsin signal 

V^dfctfTf^, r rT*we> Trypsin signal D D D D K Sr-^A/ev** =fotf> 

1 4 ffigE#¥ 1 1-3089647 



Sftsp. 10 — 33151 5^ 

[0 0 4 0] 

ggfljflU : KpTrypTag/-n.-Dt/XZ)^^i:|§^ 
Zf^T,^ KpSecTag2A (Invitrogen*±$g) IC, gf iC^^tf H S?>t 
ag5:^-tf^^$/^;i/ His^>>^;ix) iiLT, Bg^J## 1 H^-Tife 

gBB#I&^-f DN A £ % @S^J##2{C^i-^@H^JS:^-r'g>T>5 L -fe> 

^ D N A b fe 0 'OH is^Hfc > ^^^I/SB^jCDMPS^^TOSOlH^Jli, 

5'5K^»Hind III-Nhe I£b, 3 ' ^ttBamH I - E co R I £ b£. 
[0 04 1] 

Zf^XS. FpSecTag2 AO 1 fig (0 . 1 ml) fclftJRg^fliNhelfc «fctf BamH I 
-e^S-rS3i:JC<fc*J, IgGkoy-^-BB^rf^n- F-TSMJcfc^lcl&^b 
fc 0 ^©^MtC^fbT, $t©t>^DNAi:7>f t>XDNAJ^tlftll 0 
Opmole^o^n^., 7 0ttl O^^aUfctSSt' 3 O^KtSbtT- 
— U >^b/k 0 NhelhBamH I T#t3S bfc H is^lfc*/ if ^-^/BB^dfcP S ecT ag 2 
A l/tW^iCDNA7>f^-i/3>^^ hVer.2 (£igji«55££*fc) GDI?££ 

[0 0 4 2] 

S^^lC^ciiMzi^tf-^^ Mr;i/XL1-Blue (STRATAGENEtt) 0 . 1 ml 
*±IC«V^&, SOC^i (^M^li) £ 0 . 9 mlflDx.. 3 71CT% 

«:«iiibfc. &fommzf%^t=.mwL-vt)Lmv&n>tfT> h^ftzmmv. 1 : 

1 0 <DW$&-V 2tft<D 1 0 0 /ig/ml(7)T>H 0 ^y >S:-g-tfT>tf S/U >LB^l/ — 

Mc«v*fc„ 3 7 t:T% ilift*S?#U 4Dfenn_-^f)#^nfey7^$ F© 

His^tfc^^KDDN A#}fA$ *IT^& =fc© £ PCRt*II?L, 
&pTry P His£ bfe 0 
[0 04 3] 

Pharmacia Flex Prep kit£M V\Tfi^fg# b fe;*®® J: »J pTrypH isfcEUR 
b£ 0 5 as© pTrypHis/<^ #-lC*fbT 2 0 B am H I SrflDx., 3 7 

1 5 ffi5E#¥ 11-3089647 



10-331515 



BZfflfri-fTtyffiLrc^ 6#&©Mung bean exonuclease (3f$g3|) 
XXm.^. (2 51C) T*3 0^iaSJSS*T*SgS:sp?fftL/fc o |glC> 2 0#fiffl 
EcoRIT*^n-^>yi^>f h©3'-ffi!f^tJ^ftfe^ lJ|i&© bacterial alkaline 
phosphatase 5:Mt6 5lCt3 0MlSbt„ #A LfeU h n^. - 

Uisy cDN Atig&lCpS P ORT 1 (Gibco BRL) IZ ? U - >-ffc£ tltc^D N A 
£ MM ic I2^J## 3 "T? Kffi ^ 5 £ P C R IC «k o T fgipl L 0 
ZlGDgt @H#J##3 CD 5*5fc3g»T4 polynucleotide kinase (^t@it) iCfcoT 
**>**&0>»IMfcl/Ta5<. 
[0 0 4 4] 

t^>. 3 0cDNAi:^5Sif©pTry P His$:l . 0 %7#D - ;V«^&lfrlC J: 
otMl/T, gW<Z>^> K&flJU fill/, Sephaglas BandPrep kit (Pharmacia) 
iCtotiSLfe. 34X^> %BU«Ei:|Bl«l^^-r^f- b bT*^XLl-Blue£^A 
Lfe 0 — a. — n ^>©SE#J£-^fr^ n->Sr3gS[fbTpTrypHis/-zL-D^> 
fcU (01) , KDNAfeEURbfe. lMg<55pTrypHis/^a.-D^> 

£Lipofect AMINE (Gibco BRL) V^T I&f3I*lC$Eo T C O S - 1 MMlzmA b 
fc„ *A«4 8~7 2^ia«Kl*#±»&tJSj|l|BiiS»ffi»[€:iaJRL,T, SJfeKlflEo 
tM-a-D'»^ 0-187506 #) V>fe # - > - 

V^fc (02) „ 

[0 0 4 5] 

[0 0 4 6] 

il§2 :pSecTag/- a -ni/>, p S ecH isTag/r. a. — □ pSec 
Try P His/-^.-n ^X^-fflg^fg^^ 

(1) #75;*^ K<B*il 

pSecTag2 B * d -^^ y-tf->f h©H indlll £ Xho I -fr^f MC@iJ#J#-5§- 5 & 
6 T*P T ryp H i s/ ~ =l - □ > £ £§§L[ fciffipl L - =l - U */ > CD^MJgc© c 

1 6 ffifl#¥ 11-3089647 
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DNA*mnmi£.mniZVTWAL. pSecTag/-^.-n$/>£:Lfc (03 
A) 0 pSecTag2 B©HindIIIi:EcoR Ii?->f hlcHJgMl T^SIL/^pTryp 

LTpSecHisTag/-3.-n$/>i:bfc (03 B) „ 1 £ Bf«JCBB^J# 

-^8 £ 9 SrT — -;i/$i±TNhe IiiBamH I ftHt L&:7 ^ > h S:pSecTag 
2AtC#AU pSecTrypHish Lfcc ift©¥»5fci8fl;bfcBa»H I i*->f h t 
Xhoi -9->f Mcffi#l#-&3 £6 ^T-WLfc^zL-n^fSttttfclgifeM l tf>^ 
iKffAL, pSecTr yP His/-zi-ni/>i: tfe (03 C) . 
[0 0 4 7] 

03 BlCfc#£human active neurosinj: »j ±tfta$$h t^t)t.IgGK 
leader -spacer sequence— (H is) 6 — D D D D K©|flS#(Z>^ggf(£#J£: f K JW. 
IB^JS:, @B#J##1 6 ill 7tC^-T 0 IgGK leaderlir ^ 1 ~2 IS; 

~e£^L, spacer sequence&7 ^ J 2 2 — 3 4 £^ U (His)6l£ 

7 ^##3 5 — 4 0 DDDDKST^ 7 ^##4 1—4 5 * X 

[0 0 4 8] 

(2) K©CO S - 1 MT*©^ 

FDNA l/*g£H;&fe#ll t^iCDWCOS- liftflfl&lC^Ab 

*lfcfro£ (04) . 
[0 0 4 9] 

mmms : pFBTry P SigTag/-rL-n*/:/<£>f|;§g 

BB#J*# 1 O&Zf 1 1 ICJ: »;pSecTrypHis/-3L-D S/><7) N Vzfi/>isif 
-TJlfrib^y^Ulf-f-lfW&Wi-V-J h^-eoSP^lCLeu-Val-His-GlyO^^ K 
&C$i%5lZ<Z>£olZi%m-tZ> B Zltl$:pSecTag2 A©NheI £ H indIII-9->f h 

1 7 ffiSE^^ 1 1-3089647 



I #5£ 10 — 331515 

iCjfAb^*^ KpTrypS ig$:f^^L/^:o pTrypH is<£>H is tagfldgcfc-g-fr £ 
<tf 20 Obp£@B#}## 1 l&t>*7 fCjcoTifipIU H indlll £ B amH I IC££ 

pTrypSiglC^AbTpTrypS igTagS:f^$gLfe (05 A) „ 
[0 0 5 0] 

pTrypSigTag© h U ^**f-;i/gE#J^ £:n>-^n 4r^— iffg|$g|$fe * T* 

£fB#I##6 tl2 $:Mv^fePCR{C«fcoT#$gbfecDNA§:BglIIi:BamH 
iMft^iotfJffiU pFastB A C 1 (Gibco*±§g) OBmH If>f hCjP 
ALfcc #A;frfa£®3?U##6 £ 1 3 £MV>£PCRlCi:oTGftigU polyhedr 
in^D^E-^-lcJ:oT^¥ • »aR^5:£fa£ffA3nfc* n->£SjRU 
pFBTrypSigTagh Lfc 0 r*HCHJ6«l il H«©*&Tf— a - n ^ 
£#ALT, pFBTry P SigTag/-a-n>>>i:Lfe (0 5 B) . i©BR, Sfcflfc 

[0 0 5 1] 

05 B ICfctfS human active neuros in J; UJiMS^K ^^t)*) Trypsi 
n signal — DD DD K— spacer sequence— (His) 6 — D D D D K<Z>^MB#J£: 
7^y^iB#J£, BB#J#-J§- 1 8 £ 1 9 &C^t\ Trypsin signal - D D D D K it 
7 ^ y 1 ~ 2 £^ b, spacer sequencetaT ^ J Bfc#-£ 2 4 ~ 2 9 

*T?&a*U (His) 6 ttTS >> 3 0~3 5 *^&a*U -tJhKSK D D 

DDKliT^ 3 6—4 0 ti-efc^-Tc 

[0 0 5 2] 

pFBTrypS igTag/^a-n >>>£Gibco BRL BAC-TO-BAC A3r 3- U V <i Jl> 

*^k. His t*g,Rzf^y^n*i--iimm®&zm&i,t~**5-^-u 

l/y&W-Dm.fr$k7LrtV ^ K&f^SLfe. r tlS: BAC-TO-BAC X*zl*?UV4 

1 8 ffifiE#¥ 11-3089647 
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. mm±m^mm^ #*©2xsds loading buffer cm— \t^±m) tm 

SDSl^MiS (fg-Mfc#*±$g) fc£tfSDS-tris-glycin buffer ft*i£ 
*±§g) &ffiV^10~2 0%polyacryl amide gel (m-it^±m) T^^t& U 
fee — t&Mtp. hffllC3MM ttIK (Whattman^) 1 (H-ft 

^tt5S) lC2*fc. 2 (£-<ffc5M±|8) Klltt, IC 

3jf&8eL/fe„ ^ fc, polyvinyl i dene dif luoror ide membrane (pvdf fl^ : Mi 1 1 ipor 

[0 0 5 4] 

>y#- (7T-n/"7 2/T*t») JC»Sffil3^e> buffer AlC^Lfc 2 buffe 
r BJCSLfcl PVDFJg, buffer ClC^ bfe 3 *fc©8t$K£ 

y*x-* («ep#Ui*±§g) T'Sfit l Ural t ^ 1 5 1 i: t^D >^ > 

o togt. mmzm,-=L-u*syin,fa%: 5%w?m»pb strife* 

G#L#£i&;>L. £*mVe 1 NBT-BC I Pt8?re$8fi3-e> 

«a*#-a.-nS/>*>7 , «^K©»3S«:fliaL/fc (0 6) . 
[0 0 5 5] 

B SA , y77-?:fflV^T 5 rl/- h^b^A (Ni-NTA-Agarose, Qiagen*±8g) IC^L 
, PBSlC-f 5*V-;i/&*#Lfcig»[ CfD^iKaSXSItfcS) TSBW (5, 1 

0, 1 0 0. 5 0 0mM) tC^fflbfeo U ^^T^n-yh 

^fei^^-^^-^T'CS^bfe (07) . «?xx^>7*D7Mi±Et^5: 
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[0 0 5 6] 

m^fttc 1 0 0mM>T ^ JgiC P D- 1 0#^A (Pharmaci 

afrig) T'PBSA>y77-i:^ttfe. 5 0 ullC JC>^n 3f:J— 

i? (lU/lul,Invitrogent±$g) 1 0 ul £*gjftJ b, 6 0;$hKjS£i*£ o 7* 

^-&^KBoc-Gln-Ala-Arg-MCA FW2£/?t) £ DM S O {C?§8¥ U 1M 

Tris-HCl (PH8.0) b 0 . 2 M«ft?§?££ 5 0 ul^p^ JgC, 3 

7*CT'HJC£;$-&^= 3£B#|ft (1, 2, 4, 5, 15«) lCS&jg$&* 3 8 0 nm 
, mftWig:4 6 OnmlCfe^S^^M^L^: (0 8) „ BUCatbfcttti;> 

e k <d & <d mytm & n b 5 f v a t=. m * m b t v > § 0 

[0 0 5 7] 

*mm<n zz/rtt * * - nm&i*. mm. zynv utmrn^ ? & 

^ y^@H^JAsp-Asp-Asp-Asp-Lys$:n- hfc&mWi vSWmkM 

# tf in b & v ^tfc*. * > a v -t & ^B§tf * b < (i^SM © g & # > a * 
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S^^L 10 — 331515 

<110> Fuso Yakuhin Kogyo KabushikiGaisha 

<120> Protein expression vector and its ise 

<130> 162934 

<160> 19 

<210> 1 
<211> 117 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Sequence of synthetic primer for amplification 
<400> 1 

AAG CTT GGC TAG CAA CAC CAT GAA TCT ACT CCT GAT CCT TAC CTT TGT 48 
TGC TGC TGC TGT TGC TGC CCC CTT TCA CCA TCA CCA TCA CCA TGA CGA 96 
CGA TGA CAA GGA TCC GAA TTC 117 

<210> 2 
<211> 117 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Sequence of synthetic primer for amplification 
<400> 2 



2 1 
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GAA TTC GGA TCC TTG TCA TCG TCG TCA TGG TGA TGG TGA TGG TGA AAG 48 
GGG GCA GCA ACA GCA GCA GCA ACA AAG GTA AGG ATC AGG AGT AGA TTC 96 
ATG GTG TTG CTA GCC AAG CTT 117 

<210> 3 
<211> 15 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Sequence of synthetic primer for amplification 
<400> 3 

TTG GTG CAT GGC GGA 15 

<210> 4 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Sequence of synthetic primer for amplification 
<400> 4 

GGA ATT CAC TTG GCC TGA AT 20 

<210> 5 
<211> 26 
<212> DNA 

<213> Artificial Sequence 
<220> 



2 2 
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<223> Sequence of synthetic primer for amplification 
<400> 5 

CTA AGC TTG ACG ACG ATG ACA AGT TG 26 

<210> 6 
<211> 27 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Sequence of synthetic primer for amplification and screening 
clones 

<400> 6 

TCC TCG AGA CTT GGC CTG AAT GGT TTT 27 

<210> 7 
<211> 26 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Sequence of synthetic primer for amplification 
<400> 7 

CCA AGC TTC ACC ATC ACC ATC ACC AT 26 

<210> 8 
<211> 99 
<212> DNA 

2 3 ffiEWfl 1-3089647 
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<213> Artificial Sequence 
<220> 

<223> Sequence of synthetic primer for amplification 
<400> 8 

AAG CTT GGC TAG CAA CAC CAT GAA TCT ACT CCT GAT CCT TAC CTT TGT 
TGC TGC TGC TGT TGC TGC CCC CTT TGA CGA CGA TGA CAA GGA TCC GAA 
TTC 

<210> 9 
<211> 99 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Sequence of synthetic primer for amplification 
<400> 9 

GAA TTC GGA TCC TTG TCA TCG TCG TCA AAG GGG GCA GCA ACA GCA GCA 
GCA ACA AAG GTA AGG ATC AGG AGT AGA TTC ATG GTG TTG CTA GCC AAG 
CTT 

<210> 10 
<211> 35 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Sequence of synthetic primer for amplification 
<400> 10 



48 
96 
99 
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GCG CTA GCA GAT CTC CAT GAA TCT ACT CCT GAT CC 35 

<210> 11 
<211> 29 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Sequence of synthetic primer for amplification 
<400> 11 

TGA AGC TTG CCA TGG ACC AAC TTG TCA TC 29 

<210> 12 
<211> 17 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Sequence of synthetic primer for amplification 
<400> 12 

GCA CAG TCG AGG CTG AT 17 

<210> 13 
<211> 17 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Sequence of synthetic primer for screening clones 

2 5 ffi5E#¥ 11-3089647 
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<400> 13 

CAA ATG TGG TAT GGC TG 

<210> 14 
<211> 672 
<212> DNA 

<213> Homo sapiens 



<400> 14 

ttg gtg cat ggc gga ccc tgc gac aag aca tct cac ccc tac caa get 48 
Leu Val His Gly Gly Pro Cys Asp Lys Thr Ser His Pro Tyr Gin Ala 

1 5 10 15 

gec etc tac acc teg ggc cac ttg etc tgt ggt ggg gtc ctt ate cat 96 
Ala Leu Tyr Thr Ser Gly His Leu Leu Cys Gly Gly Val Leu He His 

20 25 30 

cca ctg tgg gtc etc aca get gec cac tgc aaa aaa ccg aat ctt cag 144 
Pro Leu Trp Val Leu Thr Ala Ala His Cys Lys Lys Pro Asn Leu Gin 

35 40 45 

gtc ttc ctg ggg aag cat aac ctt egg caa agg gag agt tec cag gag 192 
Val Phe Leu Val Arg Ala Val He His Pro Asp Tyr Asp Ala Ala Ser 

50 55 60 

cag agt tct gtt gtc egg get gtg ate cac cct gac tat gat gee gee 240 
His Asp Gin Asp Gly Lys His Asn Leu Arg Gin Arg Glu Ser Ser Gin 
65 70 75 80 

age cat gac cag gac ate atg ctg ttg cgc ctg gca cgc cca gee aaa 288 
Glu Gin Ser Ser Val He Met Leu Leu Arg Leu Ala Arg Pro Ala Lys 

85 90 95 

etc tct gaa etc ate cag ccc ctt ccc ctg gag agg gac tgc tea gec 336 
Leu Ser Glu Leu He Gin Pro Leu Pro Leu Glu Arg Asp Cys Ser Ala 

2 6 ffiSE#¥ 1 1-3089647 
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100 105 110 

aac acc acc age tgc cac ate ctg ggc tgg ggc aag aca gca gat ggt 384 
Asn Thr Thr Ser Cys His He Leu Gly Trp Gly Lys Thr Ala Asp Gly 

115 120 125 

gat ttc cct gac acc ate cag tgt gca tac ate cac ctg gtg tec cgt 432 
Asp Phe Pro Asp Thr He Gin Cys Ala Tyr He His Leu Val Ser Arg 

130 135 140 

gag gag tgt gag cat gee tac cct ggc cag ate acc cag aac atg ttg 480 
Glu Glu Cys Glu His Ala Tyr Pro Gly Gin He Thr Gin Asn Met Leu 
145 150 155 160 

tgt get ggg gat gag aag tac ggg aag gat tec tgc cag ggt gat tct 528 
Cys Ala Gly Asp Glu Lys Tyr Gly Lys Asp Ser Cys Gin Gly Asp Ser 

165 170 175 

ggg ggt ccg ctg gta tgt gga gac cac etc cga ggc ctt gtg tea tgg 576 
Gly Gly Pro Leu Val Cys Gly Asp His Leu Arg Gly Leu Val Ser Trp 

180 185 190 

ggt aac ate ccc tgt gga tea aag gag aag cca gga gtc tac acc aac 624 
Gly Asn He Pro Cys Gly Ser Lys Glu Lys Pro Gly Val Tyr Thr Asn 

195 200 205 

gtc tgc aga tac acg aac tgg ate caa aaa acc att cag gee aag tga 672 
Val Cys Arg Tyr Thr Asn Trp He Gin Lys Thr He Gin Ala Lys *** 
210 215 220 

<210> 15 

<211> 223 

<212> PRT 

<213> Homo sapiens 

<400> 15 
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Leu Val His Gly Gly Pro Cys Asp Lys Thr Ser His Pro Tyr Gin Ala 

15 10 15 

Ala Leu Tyr Thr Ser Gly His Leu Leu Cys Gly Gly Val Leu He His 

20 25 30 

Pro Leu Trp Val Leu Thr Ala Ala His Cys Lys Lys Pro Asn Leu Gin 

35 40 45 

Val Phe Leu Val Arg Ala Val He His Pro Asp Tyr Asp Ala Ala Ser 

50 55 60 

His Asp Gin Asp Gly Lys His Asn Leu Arg Gin Arg Glu Ser Ser Gin 
65 70 75 80 

Glu Gin Ser Ser Val lie Met Leu Leu Arg Leu Ala Arg Pro Ala Lys 

85 90 95 

Leu Ser Glu Leu lie Gin Pro Leu Pro Leu Glu Arg Asp Cys Ser Ala 

100 105 110 

Asn Thr Thr Ser Cys His He Leu Gly Trp Gly Lys Thr Ala Asp Gly 

115 120 125 

Asp Phe Pro Asp Thr He Gin Cys Ala Tyr He His Leu Val Ser Arg 

130 135 140 

Glu Glu Cys Glu His Ala Tyr Pro Gly Gin He Thr Gin Asn Met Leu 
145 150 155 160 

Cys Ala Gly Asp Glu Lys Tyr Gly Lys Asp Ser Cys Gin Gly Asp Ser 

165 170 175 

Gly Gly Pro Leu Val Cys Gly Asp His Leu Arg Gly Leu Val Ser Trp 

180 185 190 

Gly Asn He Pro Cys Gly Ser Lys Glu Lys Pro Gly Val Tyr Thr Asn 

195 200 205 

Val Cys Arg Tyr Thr Asn Trp He Gin Lys Thr He Gin Ala Lys *** 
210 215 220 
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<210> 16 
<211> 135 
<212> DNA 

<400> 16 

atg gag aca gac aca etc ctg eta tgg gta ctg ctg etc tgg gtt cca 48 
Met Glu Thr Asp Thr Leu Leu Leu Trp Val Leu Leu Leu Trp Val Pro 

15 10 15 

ggt tec act ggt gac gcg gee cag ccg gee agg cgc gcg cgc cgt acg 96 
Gly Ser Thr Gly Asp Ala Ala Gin Pro Ala Arg Arg Ala Arg Arg Thr 

20 25 30 

aag ctt cac cat cac cat cac cat gac gac gat gac aag 135 
Lys Leu His His His His His His Asp Asp Asp Asp Lys 
35 40 45 

<210> 17 
<211> 45 
<212> PRT 

<400> 17 

Met Glu Thr Asp Thr Leu Leu Leu Trp Val Leu Leu Leu Trp Val Pro 

15 10 15 

Gly Ser Thr Gly Asp Ala Ala Gin Pro Ala Arg Arg Ala Arg Arg Thr 

20 25 30 

Lys Leu His His His His His His Asp Asp Asp Asp Lys 
35 40 45 

<210> 18 
<211> 120 



mSE^^ 1 1-3089647 



\ 



10-331515 



<212> DNA 



<400> 18 

atg aat eta etc ctg ate ctt acc ttt 
Met Asn Leu Leu Leu lie Leu Thr Phe 

1 5 
ccc ttt gat gat gat gac aag ttg gtg 
Pro Phe Asp Asp Asp Asp Lys Leu Val 
20 25 
cat cac cat gac gac gat gac aag 
His His His Asp Asp Asp Asp Lys 
35 40 

<210> 19 
<211> 40 
<212> PRT 



gtt gca get get gtt get gee 48 
Val Ala Ala Ala Val Ala Ala 
10 15 
cat ggc aag ctt cac cat cac 96 
His Gly Lys Leu His His His 
30 

120 



<400> 19 

Met Asn Leu Leu Leu He Leu Thr Phe Val Ala Ala Ala Val Ala Ala 

15 10 15 

Pro Phe Asp Asp Asp Asp Lys Leu Val His Gly Lys Leu His His His 

20 25 30 

His His His Asp Asp Asp Asp Lys 
35 40 
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[03] (Dzf^T.^ FpSecTag/- n-n pSecHisTa 

g/— i-n t/>fecktK pSecTrypHis/~zz.-nS/>©*g^0 o 

[04] HifeM2^#^tlfe^#±»<Z)^Ji^^>^D^ h8?#f0 o 

[0 5] Mt&M3<Dj5miZ&Z>-75X$ KpFBTrypS igTag/- a-ni/ 

[06] !£;&£M3T#e>;ftfcig#±m<z)?rL*#:/:/ny hfl?#r0«, 
[07] — vsr;vj]^<kiz&z> Vnytf-j-y h—=L-ui/><Dmm<D 
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mm&) era 
can 

Nhel 



BamHI 




r cmv. 



IgGK leade 




MCS 



pSecTag2A 



myc epitope 



Nhel 



BamHI 



iTrypsin signal; $(His)&| 



DDDDK 



Nhel 




Pcmv 



BamHI 



DDDDK 



KH«S)^| 



myc epitope 



pTrypHis 



EcoRI 




Nhel 



EcoRI 



* human active neurosin i 



DDDDK T 

TGA 




pTrypHis/neurosin 
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[02] 



1; fBHS«tii;"& 
2; igm±7% 



ffiSE#^ 1 1-3089647 



10-331515 



[03] 



Nhel 



Hindlll Xhol 
inhuman active neurosin 2 



MCS 



:(His)e| 



myc epitope 



pSecTag/neurosin 



B 



Nhel 



Hindlll 



EcoRI 




|(His)6 



human active neurosin 




DDDDK 



pSecHisTag/neurosin 



TGA 



Nhel 



Xhol 




p CM 



human active neurosin 



D0O0K 



myc epitope 
pSecTrypHis/neurosin 
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[04] 

1 2 3 



1 ; pSecTag/neurosin 
2; pSecHisTag/neurosin 
3; pSecTrypHis/neurosin 
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[05] 



Nhel 



Hindlll 
I 



MCS^ 

myc eprtope 



pSecTag2A 



Nhel 



Hindlll 



Nhel 



Hindlll 



myc epitope 
pTrypSig 



Hindlll BamHI 



O0O0K 



Nhel Hindlll BamHI wiorfm 
i | I * Bold Hindlll 

OCOCK DCCCK T 1 — t-tS 



MCSSV40polyA 
pFastBACI 



Bain 



Hindlll BamHI 



ryjxinsigrBJ 



OOOCK OCOCK 



Bglil Hindlll BamHI 



OCOOK DCCCK 

SV40poJyA 



pFBTrypSigTag 



EcoRI 



C5SSEESSS5SZSSS55C 
Phuman active neurosin 



teurostn ] 

WW™ 



Hindlll 



EcoRI 



P CMV>(Tryp5insigrel 

OCOCK DDOOCT 

myc epitope 

pTrypSigTag 



CCOOK DCCCK 



^eeoBBasBECBeeGCBBEecEsg^ 



SV40pdyA 



pFBTrypSigTag/neurosin 
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[07] 




1 2 3 4 5 

■s ■ ; ?t ;«K?f3? ££2$^ 

: ' vt « -v ^ : ».V?>x3 ? : : 



:-:-:^h>:-::-x:k::%-:hx-::k>:-»>:-w»>>> 



^*:>-.: : :">--ri":.:.-:fi 
vKi-:iiKv>;wX.v::-; 



v > T 



1 ; /t* 

2 ; 5 mM -f S^vOP 

3 ; 10mM -f S^'V;U 

4 ; TOOmM >f = 

5 ; 500mM 
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200- 



g 15 <h 
as 

§ kxh 



50- 



Boc-GJn-Ala-Arg-MCA, 37°C 
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15 20 
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